There is no obvious way to represent UCSs as the ultraconserved sequences lie within various spliced isoforms and several complications arise. First of all, the 3,096 ultraconserved transcripts from the cDNA library screen are redundant. Many of the same cDNA transcripts are present in the library because they were found in different tissues and cell types as indicated by their names ( Figure S1B ). Thus ultraconserved segments within duplicated cDNA transcripts appear multiply in the full collection of 3,096 UCSs ( Figure S1A ). We cannot represent UCSs in this redundant form as inference based on this representation will bias toward those with higher copy number. One possible solution is to eliminate redundancy at the UCS level and collapse UCSs that share same set of exons as shown by Group 1-4 in Figure S1A . We see that Group 1-4 of UCSs correspond to Group 1-4 of the cDNAs. In other words, each group of UCSs represents one alternative spliced isoform. However, this nice one-to-one mapping breaks down in certain cases. For example, as shown in Figure S1G , there are many alternatively spliced isoforms in this region, but all cDNAs share the same ultraconserved segment. Collapsing the UCSs into one could not maintain distinction between the different isoforms, thus giving an inconsistent representation from the other case. Moreover, not all of the cDNA in the library are of full length. Some transcripts may lack an exon because of the incompleteness of the sequences not because they truly represent a different isoform.
AT Content of UCSs
AT Content of UCSs. UCSs appear to be AT-rich, which partially explain instability of the secondary structures. Figure S3 The splice sites from Caltech RNA-seq (HepG2 cell line, shown in orange) correspond to the UCS's two splice junctions (between 1st and 2nd exons, and 2nd and 3rd exons). This observation confirms existence of at least one transcript where UCS exons are spliced together, implicating a possibility of selective pressure exerting at the mature mRNA level. Names were given after those of the cDNA on which UCSs were found. The coordinates are according to March 2006 human genome assembly (hg18). Exon sizes are comma-separated lists of the exon sizes, and exon start positions are comma-separated lists of exon start position relative to UCS start positions. This format follows BED format outlined in UCSC Genome Browser. Lareau et al. (11) . The UCSs are named after the EST from which we defined the UCSs. The names suggest the tissue from which the UCS ETS are expressed. The names of the UCEs are those given by Bejerano et al. (4) . AS-NMD exons are those identified by Ni et al. (12) .
Illustrative Example of RNA-seq Splice Site Correspondence
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